Background: Dogs play a pivotal role in the transmission of cystic echinococcosis (CE), a zoonosis caused by the tapeworm Echinococcus granulosus. We showed previously that dogs vaccinated with two E. granulosus adult-worm specific proteins, EgM9 and EgM123, emulsified with Freund's adjuvants induced significant protective efficacy in terms of reduction in worm burden and egg production after 45 days post-infection. It was not known whether this protection can be sustained using adjuvants suitable for use in dogs.
Background
Cystic echinococcosis (CE) is caused by the larval stage of the dog tapeworm Echinococcus granulosus and is increasingly recognized as a major public health problem globally [1, 2] . Given the wide endemicity and severity of the disease, the World Health Organisation (WHO) has included CE as one of the 17 neglected diseases in its strategic roadmap for 2020 [3] . However, CE is difficult to control in most continental endemic areas. Dogs are major definitive hosts for E. granulosus and play a pivotal role in the transmission of echinococcosis to humans. Vaccination of dogs against E. granulosus infection provides an acceptable and cost-effective complementary means to control echinococcosis as there are far fewer dogs than sheep on farms [4, 5] . In our previous studies, we isolated three genes, termed EgM4, EgM9 and EgM123 from mature adult worm of E. granulosus [6] , and two proteins, EgM9 and EgM123 emulsified with Freund's adjuvant induced protective efficacy against E. granulosus infection in dogs in terms of reduction in worm burden and egg production after 45 days postinfection [7] . However, Freund's adjuvant is not a suitable adjuvant for vaccination of dogs. In the present study, we used Quil A as adjuvant to confirm the vaccine efficacy of the EgM proteins. We also used commercial ISCOMs as an adjuvant for the EgM protensagainst infection. In addition, we checked E. granulosus eggs in the faeces of dogs for 170 days post-infection to test the longevity of protection induced by EgM9 and EgM123.
Methods

Dogs for vaccination trials
Dogs were purchased from two resources: 1) Beagles (aged 8-12 months) were purchased from Shanghai and Guangdong Animal Centres; and 2) dogs (local strain, 8-20 months) were from areas in Xinjiang where a hydatid disease control program had been in operation mainly through dosing dogs monthly with praziquantel for a number of years. Dogs without tapeworm infection were selected having been tested used the purging method [8] . In each of the trials, dogs, half male and half female, were randomly divided into each group. The number of dogs in each group are shown in Tables 1, 2 and 3. All the dogs were housed in a quarantine facility at the Veterinary Research Institute, Xinjiang Academy of Animal Sciences, Urumqi, China and were maintained on dog biscuits, and tap water.
Protein expression and purification
The expression and purification of EgM4, EgM9 and EgM123 fused with GST (EgM4-GST, EgM9-GST and EgM123-GST) have been described in our previous studies [6, 7] . To test antibody levels, we inserted the EgM genes into the pET28 vector (Novagen). The recombinant vectors were then transformed into E. coli (BL21 strain) to express EgM4, EgM9 and EgM123 fused with a 6-His tag. The proteins were purified using affinity columns (Novagen) and then coated onto ELISA plates with 100 μl/well at a concentration of 0.5 μg/ml to measure antibody levels. The details of all methods employed, including serum preparation and the ELISA protocol have been described [7] . Compared to those in the GST group. Redu, reduction = (worm burden median in GST-worm burden median in the experiment group)/worm burden median in GST group × 100%. b The Mann-Whitney U test was used to compare the worm burden median. P value less than 0.05 means that reduction is significant between GST and experimental groups using median analysis. The meaning of a, b is the same in the following tables 
Vaccination and parasite challenge
Two trials were carried out for testing the protective efficacy of the EgM proteins. In trial I, two groups each with seven Beagles were used. One group was vaccinated with EgM9-GST as an experimental group and the other with GST mixed with Quil A as a control group. One dose of vaccine comprised 100 μg of soluble recombinant EgM9-GST or GST and 100 μg of Quil A (Superfos Biosector, Demark) in 250 μl of PBS. The mixture was stirred overnight at 4°C before vaccination. Trial II used Xinjiang local dogs and involved three groups including Group 1 consisting of 12 dogs vaccinated with GST; Group II consisted of nine dogs vaccinated with EgM4 and Group III had nine dogs vaccinated with EgM123. All proteins were mixed with Quil A. The dogs received one primary vaccination and two booster vaccinations by subcutaneous injections with intervals of 2 weeks between each vaccination. In addition, we mixed 100 μg of EgM9-GST, EgM123-GST or GST recombinant proteins with 100 μg of ISCOMs (AbISCO− 100, Isconova AB, Sweden) and used the preparation to vaccinate dogs of the Xinjiang local breed.
E. granulosus protoscoleces were collected from sheep livers in a slaughterhouse in Urumqi, in western China as previously described [7] . All dogs were orally infected with 200 000 protoscoleces of E. granulosus 1 week after the second booster injection.
All the dogs in the above three trials were euthanized and necropsied 45-46 days after infection for collecting and counting E. granulosus worms as described in detail previously [7] .
Longevity trial and fecal egg counts
For the longevity trial, two experimental groups of Beagles were vaccinated with EgM9 (n = 9) and EgM123 (n = 10) mixed with Quil, using the same dose and schedule as above. Two weeks after the last vaccination boost, all dogs were orally challenged with 200 000 protoscoleces. Control dogs (n = 10) were vaccinated with only Quil A in PBS. At 40 days post-challenge infection, dog fecal samples were collected every 2 days for the first month and then, every 4 days until 169 days postinfection. To count the number of E. granulosus eggs, 3-5 g of fresh dog faeces was weighed and placed into a Falcon tube. Three glass balls (6 mm in diameter) and 25 ml saline were added to the tube. After shaking the tube for 1 min, the faecal sample was passed through a 100 mesh sieve and rinsed with 50 ml saline. The runthrough was centrifuged at 1500 g for 10 min. After discarding the supernatant, the pellet was washed three times with 50 ml saline and centrifuged at 1500 g for 10 min. The pellet was then re-suspended in 45 ml of saturated sucrose (1300 g of sucrose in 1000 ml of water) to float the E. granulosus eggs. After 90 min at room temperature, the top 30 ml of the supernatant was transferred into a fresh Falcon tube containing 20 ml of water. The tube was then centrifuged at 3000 g for 10 min to sediment the eggs. After washing twice with 45 ml saline and centrifugation at 1500 g for 10 min, the pellet was resuspended in 10 ml of saline. Egg numbers were counted using a McMaster slide by adding 0.15 ml per chamber. Ten chambers were counted for each of the dog faecal samples containing high number of eggs and the whole preparation was used to count eggs in each stool sample with low or no eggs. Eggs per gram (EPG) of dog faeces were used in statistical analysis. All dogs were euthanized and necropsied at day 169 or 170 post-infection.
Data collection and analysis
The Mann-Whitney U test was used to compare worm burdens and eggs per gram (EPG) in experimental and control groups using SPSS software (release 10.0; SPSS, USA). We used median value in each of the groups (inter-quartile range, IQR) for calculation of reduction in worm numbers and eggs. Spearman's rank correlation was used to analyse the correlation between worm burden and serum optical-density values in ELISA. P < 0.05 was taken to indicate a statistically significant difference.
Results and discussion
Vaccine efficacy of EgM proteins combined with Quil A
In trial I, we vaccinated dogs with EgM9 fused with GST mixed with Quil A and we used recombinant GST mixed with Quil A as a control. No significant differences were Compared to those in the GST group. Redu, reduction = (worm burden median in GST-worm burden median in the experiment group)/worm burden median in GST group × 100%. b The Mann-Whitney U test was used to compare the worm burden median. P value less than 0.05 means that reduction is significant between GST and experimental groups using median analysis. The meaning of a, b is the same in the following tables evident in worm burdens between EgM9 vaccinated dogs and the GST control vaccinated dogs (P > 0.05). However, in the control group 16.5% (range from 7.5% to 22.7%) of worms developed to the mature adult stage, compared with only 0.8% (range from 0% to 1.6%) of worms developing to the mature stage in the experimental group. Fewer worms (17.1%) developed 4 segments in the EgM9 vaccinated dogs compared with, 41.1% of the worms with 4 segments in the control dogs (P = 0.004; Table 1 ). The EgM9-GST vaccine induced significant protective efficacy in terms of inhibition of worm growth and suppression of egg production after 45 days post-challenge infection compared with the control dogs. We tested another two recombinant proteins, EgM4 and EgM123, mixed with Quil A as adjuvant in a second vaccine trial using a local breed of dog from Xinjiang. EgM123-GST induced significant protective efficacy in terms of worm burden reduction and suppression of worm growth and egg production at day 45 postinfection. No worms developed to the 4 segment stage and no worms produced eggs. In contrast, 42.5% of the worms from the control dogs had 4 segments and 16.1% Compared to those in the GST group. Redu, reduction = (worm burden median in GST-worm burden median in the experiment group)/worm burden median in GST group × 100%. b The Mann-Whitney U test was used to compare the worm burden median. P value less than 0.05 means that reduction is significant between GST and experimental groups using median analysis. The meaning of a, b is the same in the following tables of the worms harboured eggs ( Table 2) . Similar to our previous study [7] , dogs vaccinated with EgM4-GST did not induce any significant protective efficacy ( Table 2) . Similar to when emulsified with Freund's adjuvant, the EgM9-GST and EgM123-GST recombinant proteins mixed with Quil A induced a significant level of protective efficacy in Beagle dogs against E. granulosus infection at day 45 post-challenge infection in terms of inhibiting worm growth and suppressing egg production. This supports EgM9 and EgM123 as being encouraging candidates for future vaccine development against E. granulosus infection in dogs. As the egg stage is the primary cause of echinococcosis in humans and animals, suppression of egg production in canine definitive hosts will reduce or prevent echinococcosis transmission.
Also, similar to Freund's adjuvant, the EgM proteins mixed with Quil A stimulated a significant IgG1 and IgG2 response (Fig. 1) , indicating IgG responses induced by EgM are adjuvant-independent. IgG2 is likely an antibody associated with host protection against infection. However, the antibody levels dropped quickly after challenge infection to a low level at week 6 post-infection, which is the time of reproductive organ maturation and egg production. Determination of the correlation between IgG levels and worm burdens may help in an understanding of the mechanisms underpinning the elicited protective efficacy against worm infection in dogs.
Vaccine efficacy of EgM proteins combined with ISCOMs
To determine whether ISCOMs could increase the protective efficacy, we mixed them with EgM9-GST and EgM123-GST and immunized dogs of the local breed purchased from Xinjiang villages. No worms developed to the mature stage in either the experimental or control groups by day 45 post-infection. However, EgM123-GST reduced significantly the worm burden (P < 0.05) compared with the worm burden in the control dogs ( Table 3 ). The worm burden in the EgM9 group were reduced by 47% (median data analysis) compared with the control group. However, statistical analysis showed no significant difference between the EgM9-GST vaccinated group and the GST vaccinated control group (Table 3) . EgM9 andrEgM123 combined with the ISCOMs also induced an IgG2-predominant response (Fig. 1) .
ISCOMs are a type of adjuvant that can enhance protective immunity by antigen presentation. We hypothesized that the protection induced by the EgM proteins against E. granulosus infection in dogs could be increased by using ISCOMs as an adjuvant. However, in the trial no worms developed to the mature stage in either the experimental or control groups after 45 days post-infection. It is possible that ISCOMs may induce protective efficacy non-specifically resulting in inhibited worm growth.
Vaccine longevity study
We also performed a vaccine longevity study to test the duration of protection induced by the EgM proteins. The numbers of E. granulosus eggs were counted and recorded using 3-5 g of dog faeces. We trialled several methods for counting fecal eggs, including a brine flotation method, but found that the method of flotation of E. granulosus eggs with saturated sucrose was repeatable and reliable (data not shown) and was used in the vaccine longevity trial.
We counted egg numbers in 3-5 g of faecal samples collected from day 40 post challenge infection (p.i.). E. granulosus eggs did not appear until 49 day p.i in two dogs from the PBS/Quil A group, two dogs from the EgM9/Quil A group, and one dog from the EgM123/ Quil A group (Additional file 2: Table S1 ). From day 51 and day 53 p.i, we did not find any eggs in any of the dog faecal l samples collected. However, in some dogs eggs re-appeared on day 55 p.i; seven out of ten dogs in the PBS/Quil A group released eggs ranging from 0.75 EPG to 436 EPG with an average EPG of 77, two dogs released eggs (266 EPG in one dog and 1 EPG in the other) in the EgM123/Quil A group and one dog in the EgM9/Quil A group had an EPG of 0.3 (Additional file 2: Table S1 ).
Over the entire time course of egg release from the dogs, there were three peaks (Fig. 2 , Additional file 2: Table S1 ). The first occurred over the period day 55-62 p.i., the second occurred at days 65-76 p.i and the third was between day 127 and day 151 p.i. However, the egg counts were highly variable both daily and between dogs. Considering that environmental pressure is due to eggs being released from dogs, we summed all egg counts from each dog as one sample and compared the EPG counts in the two experimental groups with those in the control group, then analyse the differences by Mann-Whitney U test. The analysis showed lower EGP Fig. 2 A time course of eggs per gram (EPG) in the faeces of dogs vaccinated with EgM9 and EgM123 compared with PBS against E. granulosus counts in EgM9/Quil A group (P < 0.05), whereas EgM123/Quil A group had no difference (P > 0.05) compared with the counts in control group. However, we found that EgM123/Quil A group released less eggs before 127 days p.i, (P < 0.05), indicating that this protein has partial protection efficacy in term of egg suppression.
Conclusions
EgM123 and EgM9 mixed with Quil A adjuvant resulted in a similar level of immunogenicity to these proteins emulsified with Freund's adjuvants, and induced similar levels of protective efficacy in dogs against E. granulosus challenge infection. These outcomes reinforce the suitability of EgM123 and EgM9 as vaccine candidates against E. granulosus in dogs. 
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